The membrane filtration procedure described in the Code of Federal Regulations (2) is used in the sterility testing of all injectable antibiotics. After filtration, residues of some antibiotics remain on the membrane, preventing the growth of contaminants. These residues can be inactivated by adding an enzyme capable of modifying the drug and rendering it harmless to susceptible bacteria, e.g., a beta-lactamase is added to all penicillins and cephalosporins tested (2) . This report describes a method in which aminoglycoside-modifying enzymes are added to inactivate residual gentamicin after membrane filtration.
The two enzymes used in this study were gentamicin adenylyltransferase and 3-N-acetyltransferase. Gentamicin adenylyltransferase is produced by Escherichia coli JR207/W 677, which was provided by Julian Davies (Geneva, Switzerland). The organism was grown overnight without aeration at 37°C in 40 After incubation at 30°C for 3 h, 20-p.l samples of the reaction mixtures and controls were removed and added to ¼/4-in. (0.635-cm) disks, which were placed on plates containing Antibiotic Medium 5 seeded with E. coli (12-1-1), a strain sensitive to gentamicin. The plates were incubated overnight at 37°C and then were examined for zones of inhibition. The control disks showed zone diameters of 22 to 24 mm, whereas enzyme-treated disks had no zones of inhibition. The gentamicin in the reaction mixture was completely inactivated by the adenylyltransferase.
The membrane filtration procedure for the sterility testing of aminoglycoside antibiotics was performed as described in the Code of Federal Regulations (2). Samples containing 20 ml of injectable gentamicin (40 mg/ml) were added to three flasks, each containing 200 ml of sterile peptone water (0.1%). The contents of each flask were mixed and passed through 0.45-p.m Millipore membranes in sterile filtering units (Millipore Corp., Bedford, Mass.). Each membrane was washed three times with 100 ml of peptone water. One membrane was transferred aseptically to a Trypticase soy agar plate labeled "gentamicin control." The second membrane was transferred to a petri dish containing 4 ml of the adenylating reaction mixture and 0.1 ml of the JR207 crude extract, all of which had been
